carried out in accordance with the Principles of Laboratory Animal Care (NIH publication no. 85-23, revised 1985) and the Animal Care and Use Guidelines of the Catholic University of Daegu, Korea. Rats were decapitated, and the cortex was rapidly dissected from the brain on ice and then weighed and homogenized in five volumes of cold 75 mM sodium phosphate buffer (pH 7.4). Homogenates were centrifuged at 13,000 g for 30 min at 4 C; supernatants selected as AChE sources were divided into aliquots and stored at 20 C. AChE activity was measured by the principle of the Ellman method with some modifications. The tested compound was initially dissolved in 0.02% dimethyl sulfoxide (DMSO) and diluted to various concentrations in sodium phosphate buffer (100 mM, pH 8.0) immediately before use.
An aliquot of diluted compound solution was then mixed with sodium phosphate buffer (100 mM pH 8.0), acetylthiocholine iodide solution (75 mM), and Ellman's reagent [10 mM 5,5′-dithio-bis(2-nitrobenzoic acid) and 15 mM sodium bicarbonate] and reacted at room temperature for 30 min. Absorbance was measured at 410 nm immediately after adding the enzyme source to the reaction mixtures using a spectrophotometer (Shimadzu UV-1240, Tokyo, Japan). Readings were taken at 30-s intervals for 5 min. The concentration of compound required to inhibit acetylcholinesterase activity by 50% (IC 50 ) was calculated using an enzyme inhibition doseresponse curve. Tacrine (Sigma) was used as a positive control.
